INTRODUCTION
Clostridium perfringens is commonly causative agent of the diseases in the most animals including(sheep,goats,cattle ,horses and poultry (1)(2) The toxins type that produce depend on the C. perfringens strain, and each type of this toxin induces a specific disease (3).
Clostridium perfringens has been classified into 5 types (A-E),these types produce several and lethal toxins (alpha ,beta, epsilon and iota ) (4). these toxins are closely related to the virulence of Clostridium perfringens . The alpha toxin produce by all the types of Clostridium perfringens and it is has lecithinase activity (7), α-toxin,is also a necrotizing toxin, is believed to be a major factor responsible for the organism tissue pathology and has been suggested to be a key virulence determinant and product of C perfringens. type A (8).
Type A strains produce only alpha toxin, Some strains form additional toxins that important for the pathogenesis of intestinal syndromes in man and animals (9).
The alpha toxin is found most commonly in animals and is found in human frequently more than other toxins (10)
The objective of the present study was planned to detect of Clostridium perfringens from sheep and cattle based amplification of alpha toxin (cpa) in ALDiwanyia city by real -time PCR.techique.
MATERIALS AND METHODS
Feces samples collection: Twenty feces samples from clinically healty sheep and cattle were collected from different field in Al-Diwanyia city. Samples were collected in 25ml sterile containers then transported to the laboratory .The samples were stored in a refrigerator in 4°C until use for genomic DNA extraction.
Genomic DNA extraction: Bacterial genomic DNA was extracted from feces by using (AccuPrep® stool DNA Extraction Kit. Bioneer. Korea). 200mg feces sample was placed in 1.5ml microcentrifuge tube and 20ul 10mg/ml Proteinase K and 400ul feces lysis buffer was added and mixed by vortex, then incubated at 60°C for 10 minutes. Then the tubes transferred in to centrifuged at 10000r pm for 5 min, After that, the supernatant was transferred in two new 1.5ml microcentrifuge tube., the purified DNA was checked by nanodrop spectrophotometer, then store in -20°C at refrigerator until perform real-Time PCR assay.
Real-Time PCR
Real-Time PCR technique was performed for direct detection of Clostridium perfringens based amplification of alpha toxin (cpa) gene. The primes were designed in this study by using NCBI-GenBankrecorded sequence for Clostridium perfringens alpha toxin (cpa) gene, GenBank: (DQ787190.1) and by using primer3 The real-time PCR amplification reaction was done by using (AccuPower® GreenStarTM qPCR PreMix kit, Bioneer. Korea) and the qPCR master mix were prepared for each sample according to manifecture (table 2). 
